: Characterization of the molecular markers surrounding RTN4IP1 in the four families.
(A) Physical map of the chromosome 6 region flanking RTN4IP1. Distances between RTN4IP1 and the markers are indicated above the line. (B) For each marker, the sequence of the forward and reverse primers is provided, together with the minimal and maximal sizes of the amplified fragment, and their position on chromosome 6. (C) Size in nucleotides of the markers in affected persons, parents and wild-type alleles in family I, II and III on the left and family IV on the right. Colocalization of RTN4IP1 with mitochondria in (A) and with the endoplasmic reticulum in (B). NIH3T3 cells transfected by a plasmid expressing RTN4IP1-EYFP fusion protein, were fixed using 4% PFA for 20 min at room temperature and rinsed twice with PBS, then permeabilized using a blocking solution containing 0.1% Triton X-100, 5% donkey serum in PBS. Primary antibodies were in (A) mouse antibodies to ATP synthase (Millipore, MAB3494, dilution 1:1000) and in (B) rabbit polyclonal antibodies to GRP78 (Abcam, ab21685, dilution 1:500), incubated overnight at 4°C and visualized using Alexa594-labeled secondary antibodies at a dilution of 1:1000 (Jackson ImmunoResearch). After 2 hours incubation, cells were rinsed twice with PBS for 10 min and incubated with a Hoechst 33242 solution at 1µg/ml for 5 min. Finally, cells were rinsed once for 10 min and coverslips were mounted using fluorescence Mounting Medium (Dako, S3023). Images were captured with an AxioImager microscope (Zeiss). (C) Mitochondria were isolated from control fibroblasts as described (Wittig, I., Braun, H.P., Schägger, H. (2006) . Blue Native PAGE. Nat. Protoc. 1, 418-428.), and resuspended in mitochondrial buffer (mannitol 210mM, sucrose 70mM, EDTA 1mM and HEPES 10mM pH 7.5) containing (+) or not (-) proteinase K (50µg/ml), without (lanes 1 and 2) or with increasing concentrations of digitonin (lanes 3 to 8: 0.5, 1, 2, 3, 4 and 5 mg/ml) or with 2% Triton X-100 (lane 9, Trit.). After 30 minutes on ice, proteolysis was ended by adding 5mM PMSF and Laemli sample buffer, and heating at 95°C for 15 minutes. Samples (100µg of mitochondrial proteins) were analyzed by Western blotting using monoclonal mouse anti-RTN4IP1 (Abcam, dilution 1:1000), anti-BCL-2 (outer membrane, BD Biosciences, dilution 1:1000), polyclonal rabbit anti-OPA1 (inter membrane space, Abcam, dilution 1:300) and anti-MCU (inner membrane, Abcam, dilution 1:1000) antibodies. The direct proteolysis of RTN4IP1 as that of BCL2, in absence of digitonin treatment suggests that RTN4IP1 is located on the outer membrane, while OPA1 from the inter membrane space, is protected from low concentrations of digitonin, and MCU from the inner membrane is protect from the highest concentrations of digitonin. 
